stains, natural egress occurs ~2 days after the initial inoculation (or slightly less), 2 0 0 while for Type II and III strains it is often 3 days post-inoculation. 2. To passage strains, disperse the contents of a recently egressed culture using a 5 2 0 2 ml pipet to resuspend the culture material and remove cells from the surface (it is 2 0 3 also possible to mechanically release as described below). 3. Gently pipet the material using 5 ml pipet to draw the liquid in and out several 2 0 5
times to disperse and break up clumps. Dispense parasites using 5-10 drops from heavily infected and will be easily disrupted by gentle pipetting. If necessary, the needle, keep it submerged below the surface to avoid aerating the sample. 7. Filter to separate host cell debris from tachyzoites using 3 micron polycarbonate 8. Centrifuge the filtered culture at 400 x g for 10 min at 18 o C, resuspend the pellet in 2 2 6 10 ml HHE. 9. Count the parasites using a hemocytometer. (typically 0.1 -0.2 ml) will contain the desired number of parasites. and immediately before you go the facility to inject animals. Different strains of T. be used immediately after harvest. We also find the use of Hank's Balanced Salt
Solution based medium is better for resuspending the parasites in compared to 2 3 7
PBS, as the former is better for maintaining parasite viability. suspension to perform a plaquing assay and establish the viability of the inoculum. peroxidase-conjugated antibodies. 1. Sacrifice chronically infected animals using an approved method. 2. Remove the brain and place in a sterile conical 15 ml tube containing ~ 2 ml PBS.
FITC-conjugated Dolichos biflorus lectin (DBL) (36).

0 8
Gently mince the brain using a 16 g needle. Draw the tissue into a 5 ml syringe 4 0 9
and gently expel. Repeat 3 times using 16 and 18 g needles to homogenize the (total number of cysts in 4 aliquots (50 μL) x 40 = total number per brain). There are many advantages to working with less virulent strains that readily produce Kaplan Meier survival curves is readily performed in Prism (GraphPad). 5. Animals are generally followed for 30-60 days, and percent survival is calculated 4 6 0 as above. In most cases lethal outcomes will be apparent by day 20, although in 
